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SUPPLEMENTARY FIGURES LEGENDS Supplementary Figure 1:
Chemical structure of HygA with the aminocyclitol (4,5-Omethylen-2-amino-2-desoxy-neo-inositol) moiety of the drug depicted in the neoconfiguration (1) (1S, 2R, 3R, 4S, 5R, 6R) as indicated by chemical and spectroscopic analyses (2-10). The C1' to C7' region, including the cinnamic acid and the amide nitrogen, indicates the presence of a conjugated system. The furanose (6-deoxy-5-keto-arabinohexafuranose) moiety is linked via a beta-glycosidic bond to the rest of the drug.
Supplementary Figure 2: (A, B)
Unbiased initial Fo-Fc map (sharpened and contoured at 3σ, red mesh) is shown together with the final model of the 50S-HygA complex in the same orientations as in Figure 1 C-D. The following 23S rRNA residues in the PTC were excluded from calculation; G2061, A2451-C2452, A2503-C2507, A2572-C2573, G2583-U2585 and A2602. Note that the nucleotide A2602 is represented by weaker densities compared to the other nucleotides that form the HygA binding pocket. (C,D) The final 2Fo-Fc map (sharpened and contoured at 1.2σ, blue mesh) and positive and negative Fo-Fc maps (sharpened and contoured at ±3σ, green and red meshes, respectively) with the final model of the 50S-HygA (C) and 50S apo (D) structures. Note that the nucleotide A2602 acquires a different and more fixed conformation in the 50S-HygA complex as evinced by the presence of negative densities associated with this nucleotide in the Fo-Fc map of the 50S apo structure. On the contrary, no negative densities are observed associated with this nucleotide in the Fo-Fc map of the 50S-HygA complex. -stacking interaction (thick dotted line, C2452) are shown. In addition, a putative contact between CAM's chlorine moiety and the amine of A2062 (whose mutation causes CAM resistance (13)) is indicated. Note that despite the entire structural overlap of both ligands their mode of interaction with the ribosome is different with exception of the backbone phosphate of G2505.
Supplementary Figure 4
Communication channel connecting the PTC and GTPase associated region (GAR). HygA (magenta) and the nucleotides whose accessibility was decreased (blue) or increased (red) in the presence of the drug are shown on the structure of a pre-translocational complex (PDB accession code: 4V7D; (14)). Relevant ribosomal elements are depicted as in Figure 4C and 4D together with EF-G (light blue) and the tRNA in the A/P configuration (lime). The overview (A) and close-up view (B) of the complex are in the same perspective as in Figure 4C and 4D, respectively. (C, D) Two different perspectives show that H89 and the 3-way junction composed of H90/91/92/92a extend from the PTC, where HygA is bound to the A site, running in parallel with H95, to reach the GAR, hinting a possible mechanism for the two centers to communicate with each other during translation (15) (16) (17) . radiodurans 50S subunit (green, this study; PDB ID: XXX) and the E. coli 70S ribosome (orange, PDB ID 4Z3R; (20) ). (A) Superposition of the two structures using the 23S rRNA residues demonstrates that the conformations of the furanose and cinnamic acid moieties are identical within experimental error, whereas the aminocyclitol moiety is intrinsically different. (B, D) The aminocyclitol moieties of the two models are displayed as a 3D structure and in a similar orientation, with attached hydrogens to highlight the neo-(1S, 2R, 3R, 4S, 5R, 6R; this study, PDB ID XXX) and myo-(1R, 2R, 3S, 4R, 5S, 6S; PDB IDs 4Z3R and 4Z3Q; (20) 
